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(57)Abstract: 

PURPOSE: To provide the subject new antibody 

recognizing the C-terminal region of human glicentin and 

using an amino acid sequence at a specific site of 

human glicentin as a recognition site, effective for the 

determination of human glicentin in high sensitivity and 

useful for the diagnosis of diabetes, etc. *--« J-f **» *<» 

i;» he> fi* ko *< Mtt ti« »ji> Sin Si» *>? '»h «f« flit 

CONSTITUTION: This new monoclonal antibody «•» «» «* i*^' s-« >•»!• i« ^ » 

«)i *«> ^N^ n.s » 'm in Sfi *!» •it w »'t "t 

recognizing the C-terminal region of human glicentin 
having the total or a part of the 51st to 69th amino acids 
from the N-terminal of human glicentin as the recognition 
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site can be produced by producing a recombinant human glicentin of formula using E.coli, 
adsorbing tlie glicentin to a polyvinyl pyrrolidone in such a manner as to be expressed in a 
state close to a natural-type human glicentin, mixing with Freund's complete adjuvant, 
injecting the mixture to BALB/c mouse by subcutaneous injection, collecting the spleen cell 
after booster immunization, fusing the cell with a mouse-originated myeloma cell, culturing on 
HAT medium to obtain hybridoma, screening the antibody-producing strain, cloning by limiting 
dilution analysis and culturing the produced cell. 
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(2) 

1 

mmi] fc^ i^»j-b>*><^N^fiiJ>>j=>5 imm 

8 9 seer ^ ^St©^SB5 fci*-^«:£Sias|l{ii 

-'^->^^S:tt:^^4T^>'»^ k--^3D5a (Fer 

M P-i45 75)o 

[ig*Jl4] Sb h yij-fe^^f ^ji^ft-^ntlitu, c 

^Ab hiJ^»J4j>^>Ktt:=^SrS$ii. COl^J^btc^m 
ftU^-clSb h i^'jt>=?^>}H<*<tlSia{t$nA:}>ib h 

<^b hy»j-fe>^>(7>c*^m?ii$'5:rsia'^^>^^^?D- 

uc. ^rb't^>f'SiM$nfcrftb h j^y-fe^^v 
Kf*^^^r*. vt^^:'C-<^>b'3t-^>r'«a{k$nfc}Sb h 

Ut2>=?'>W:(*^, rb't:^>5fc(i;^ hu'7'h7b'i>> 

[^0^<^>smtils^] 40 
[0 00 1 ] 

[0 00 2] 



1$B3¥8- 1 6379 9 

2 

bv, F. al,, HorWeMatab, Res., V^l, 8, 366*^371 
{19?6» . Jfrcl^r Ttnm, L. \^^\V Ktoodv, A.), li-C' 

a>wig9i^^tfAi -7 r C (3C' 5?' > ^ 1^75>^ 6 9 ilOC'r ^ 

Qulatorv Peptides, vol. 2: 139 {l98i:0 ^ ^fc. ^ 

XJC- D N A S=^J c^: 0 tt^5 tiAio 
[ 0 0 0 3 ] ifi^. -4c|feB^g?5>liii5g^iSfil^;liS^^^ 
C^-Cb h i^U'fe>=?^><Oig«:?il- <4«!gf.¥5-33 4 

^itS'^igjif ■Sre^^m^'ci.'A: {4$rj5^6 - 8 0 5 8 
4^#Bg)„ $?=>eriS:b ^ y'j^>*>i*/)vjgte 

(4*li¥5-3 26 6 9 8#«fie) • 

[0 00 4 ] ^cx\ t,vif')-^>f:^timm^fc\t 
^ 'j -fe > * yic mhmM^^&(om ^ W(t ^^sfi^ 

[ 0 0 0 5 ] 

evhole Limpet ^^^7:^:^ {iilT. TKLHj it^ 

(tb hi^»j-fe>^>ccj^t"^i!t^i^lttt7!>^ £^TU^?S 
1 0 0 0 6]^ 6tc(i, 4*rfS^5 - 2 3 1 9 6 iJt^ 

ri*^'7>K^6g{a'$:^c^-cr^^iJE7^so>b hi?^«j 
;xc:'7^y^se^j^WT^, 

( 0 0 0 7 ] Lvs Arg .^^n Am Asn Asn He Ala 

[ 0 0 0 6 ] L'/>^otj:i^^c(om'^. %i&mmcmi^fc 
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5 

(Nature, Vd1,256, 495^497(1975) ^$BB) , f#^=>n 

[ 0 0 2 0 ] ^•^mcidi^^Xit. tacC'J: ^tcU^C, fc 

^ 3 D 5 A liX^tRfSK^t ^i^?F«^u:«5t^ igl/, 
3^fi£6^ 1 0 n 6 0tC:Si^§^F ERM P - 1 4 5 7 

[002 1 1 {ienfc^'o-^Ji. ittcisucisii* 

- 5^ D ^ h 7 ^ c^: - r tSs.^ 5 n^o 
[0022] CCC:'J:^tCU*af^E>nyc:J>ib V 

[0 02 3] C^lAb hi?'y4r>*>*y 5'D-'t,'Uta 

[0 02 4 ] T^it)^. *^^(^>b h :5?'U-b>^><;>^ 
[0 02 5 ] CC':&?^tc4a(<i'C. ^/^D7U-h. b' 



(4) 1$feW8- 1 837 99 

5 

10 [ 0 0 2 6] mto:>mmt^t. ^^itucat^ti^'^m^tcit 
^mm.m^^mi^xtj'?, \t^m'4^^^t bxim 

5 - 4 - (N--?u-i = K>"=?'.«1'> i-'i^P^ 

0^mxmmt;^iixi6K^xm^r^ct hm^xfh 
[ 0 0 2 7] mtom^^. mt^'ce tfy^i^^^ 

hliitifihh. hhiAt. irti*^b'^:i->r'1giauri5 
l^X, :'Xcc:rtr^'>^fci*:^H^7 h7b'>:>>c:'S'&i/ 

[ 0 0 2 8] J: r*^B^«r:m*W^cS^»S 

[ 0 0 2 9] 

mm] 

40 1 ) 

^c. c^^^fifeii b ^ u 42 > * >ifcx©r ^ ^Kie?^* 



ft'Ci^J^T6, mii. *^^(DlAb hi/U4r>^>^ 

y >7 D ^ t .'UiSf^^Staft u ^ D 7 u - h e<: . - 

Anq Ser Leu Cln Asp Thr Clu Clu Lvs Ser Ana S^r Ph<2 Sen Ala Ser Cln 
Ala .Asp Pro Leu Ssr Asp Pro Asp Cln Mfst Asn Clu .Asp Lvs Arq His 5sr 
Cln Civ Thr Fhe Thr Ser Asp Tvr Ser Lvs Tvr Leu .Asp Ser .Arq Arxj Ala 
Cln .Asp flie val Cln Trp Leu Met Asn Thr Lvs .Arq .Asn Arxj .Asn Asn He 
Ala 

[0 03 0 ] *^^#e>i*. K)M/>W*Sb Y i^L»-fe> 50 ^>^ciSt^=K.S'CM?n$n^J: -^tc. b Y i^U-fe^^v 
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7 

. t h 5^ U > * > 3 , 9 ntq?: 1 0 0 ii TO^fi^fe* 
t±. Darmstadt, CeriMny) c:*ai«te*jS?ft3irjl^lJlJ 

h 7 h (Carbiochem Behnnq Diaonostics, 

La 3oll<*. CA. U.S,A) Sml^flQ^. *?5±C1 5<JS 
itA^^^+'tT'- (Sorvall. CXj Ft-ni, Franc*?) i<:cf:0 5l 

[0 03 1 ] 

.fe^S>iSi?aO ,5ml <b h t/^} 
Hr>^>i l/C 1 2 0 > -SrfiSTC'+Sgj^^icaSfl/ 
fe. 

[ 0 0 3 2] t/][i.%](g<^3 iit^lfi^cc:. %m^mim , 
25ml (t hi^lHr>*>iLr60^gr) ^rlSTaSi 

0.14 Milft:^ r l> 0 , 0 2 & M ^ U> ^'7 ^ 
>QgtS{«T. TEDTAJ iC^-S^) . 0 ,51^'i?i^' 
lfil?Bt7.'l7^^> <OT. rBSAj4:C^^), 0,02 
Vor t^mt V 'J ^A^r^t^O ,0 1 M »J >Bi^8SiS?SE (pH 
7 ,4 > ^SH^i^jgior^C^^-Co i^S±it5 0 u icc 
1S!^^IR?i![0,.5iiii^il];lA:f%. ^'M - fc h yj-fev* 
> 0 , 1 ml < feSiStt i 1/ r 5 , 0 0 0 cpn) ^^B^ Tl^ 30 

mb. 4X;fiB/feSiS$tf3fco :'XtcSii#iR>fic^n-c- 

ni^§l!0A:iE^^-7'^?XifiLrBf (2 0 0fSt&«R) 0,1 mli 
-V'^ln^'^AI gClIilf* ( 1 0{^^^.} 0 ,1ml. it$c^: 
O'O , I 4M*ffct h 0 ,0 S^ri^ffc-*- h »J •!? 

A^StfO .0 1 M 'J <p«7 .4 ) CC^CS^l. 

fc 5 % :i< l» X 9^ 2 -^l^ 6 0 0 0 0 , 5 m^^m 

o.ooomai. 3o»p5. 4*0 ^m^±.mmm 

R C - 1 0 0 0 > icx-mtfco &^%mt. t h y 40 
-b > ^ > r 0 . 2 ii q/ ii TO?#<a[er 

m^U. C<OSg;fil 0 0^1 (b hi^»J^J>^><bl/C 
[0033] 3 ) iSj6<Di!5li« 

RPMI 1 6 4 0i^ilfc4 5 0n»UCfcVI/f>^t h •J'? A 

^ 'J V 10 ,000* li/mi . [^yb^'<i^ >io, coow 

q/nil) 5ml. 0.2M L - i^^l^^ ^ > 5ml. 0.2 5 M 
2 hx3f /-.'lO ,2 5ml. ^J:a^ 6U 

3 0 J>i^>4^:iai<: ^: tefti:o:'7>S«i(k€: It -? ^'SfeSJfiL 50 



4#Sa¥8 - 1 83 799 
8 

?S5 Owl^m:^c^<^)*^^Sjfei LX&motc. ^fc 
C<0%^^m9 Sluice 5 0 \m&<Ot: T^^^^^fy - 7 
l/:fr^)>-^li» (V.r. THAU ic*^>> ?g 
>62ml^*lj;i:rc4>(^^HATiSj|<!;L'^CttSOA:. Sfe 
*±i§j69 8 ml<<: 5 0 <&!S!g(??b tf^ * > - ^ ^ i> 
xyr. THTJ iC^^) ?g?e2nl?:*QA,A:feCr.^H 

[0 03 4 ] PEG?g?ei5:. 1 .5tr<D;^<L*x*l^>if 
U 21 - 4 0 0 0 tc^mmmMoR pm i 1 6 4 oi^ife 

1 ,5wi^.#fi;l. 8 0*C<^*?S±'C?S^l/. 6 0*CC'>li 

ssgicAnr?^^ 5?»j->-^>*rtr'0 ,2 2 
[ 0 0 3 5 ] 4 > mm^<omtiii 

mc Wng AnA:?%. 6 0 ^- ^. <D^ r > b ;^S8 

yTsfyi?^:,. -ytC^ L/'Cii'i:^»(£ ( 1,0 0 0 rpm. 

(?>R PM ! 16 4 Oi^J&Z Oml-SriJD^. ii^C^^HS UAi^l 
iClflSSli?!^^ 1x10' la/wicclj: ^ J: ^ u:iai?pfjg?asipcC' 
RPMi 1 6 4 0igjfiCC^CI^ISl/A:, 
[0 03 6] 5) ^xP--?3fffllS<o|[lliii! 
^•i? 5XP--7P3U1 SffflSSi*, ifiL?S^S5lJ[j<0 
RPMi 16 4 Oi^rlfeCC^iil/rii^C^J}^! ( 1,0 0 0 r 

u^^i'^icm.t^^mo^R PM ! 1 6 4o^ifet<:^cPis 
[0037] 6 ) mmi^ 

5 X D - x'jjfflsa^a J: o'BiSiasa^ 5 0 mlCC-^ ^ A ^ J? * 
:a - 7'cc$fflj§g(*c 1 : 1 0 J; ^ 1 0 
'&0:rc^%. (1.0 0 Orpn. 3&fei) Uy-Co ± 

rS$:^tcia^ir^*l/?tlS^II< ?4i^i:fe?%. 3 7 -CccDp 

S L irc P E Ggig 1 nil 2 »fe1:?!)X^ J9> -7 < 0 
fc, :j5:ic^.^Jgtiy2nil^«i^5<>j:»i't*c«a>-7< 0.*«^A:o 
$6i^:HATiSiftl 5wl5:.i«;lfea>*>. is^C^fJg ( 1 , 
00 Ow 5^fe1) Ur±?S^r^^, ?tis§=^HATis 

I&2 Omir'Sfe^:rc?i. ifMsafe^ri x i o*ii/mi<L 
V'2>ct:^u:#KU2 4 0*^^7"u--hei: i .5mi/'5x 
JL^*Cf>ao. 59^00,, 3 7-CCC'SK:^';^igSScc*C 

[0038] 7) 

m^&y.&uco 1 5aatcH:Tigfib-ccr4^sxiai/ 

fc, 17 0 Sir i>mmt^ H Ti^jfeCC'C #©.5® U tCo 2 
R I AjitcjrOigKiSS^or^ai^igioC'W^^ffilSl. 
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9 

[ 0 0 3 9] t^^ V ^ > c^: 0 tfA: 

0>l3mi>Hi t ^ i'lSj-cc^t ^ f ^ o - ^ > i/^ 0 i£ 10 
[0040] 8) 

}liyi{to>'^':/ ^ V ^ '7 (x:'?Ht^(i, a - ^ > ^^f^<Z>'» > 

trGl^-/i?^;^^;^ h <MONOAb- ! D'" E i A 
KIT) mi^^fcELl SAftCCcfcO^f^fc* 

[ 0 0 4 1 1 20 

I ?G lerGl K 

?i6nfe.'>'i:rin"-^3D5A-&*gSl/r, 1 xio 
'o>m^^ 1 ml<D^fi^S*ccMii(./. 7-30 0fj«^ 
7 'J ;^ ^ > 0 . 5 wl ^SSKrt tc jS4 o A:«tl4 B A L B / 

fc, tm o fc^^kimm u ^-c^ 7 x ^ v ^ * - pccg; 
(./. ja^c^<>at (1,0 00 im 3 9my ^^iri^mm^m 

[ 0 0 4 3] mi^^U^^i^^C 1 nilC'aS'&?gK;S ( 1 , 

l>^C®@$iiycCC:'^. ii^^SS®?l53 0ml-C?5fe?feU^"Co ^'X 40 
ini^mm^iOA}At?J^:y^. ptl6> 2 OroltT'lgili 

^ y a ^ / D - t>Hn<*: 3 D 5 A 1 

[0 04 4] 1 0) WB&mo>{m 
ijxmk^ 5-334126 mcum>mB=tmi 



^m^Z' 163799 
10 

^fe$^#tRiS^ 5 6,0 0 0 &xmi Ofc. &M^m& 
tbXlt. 0,l4UmttYK*^^^U. 0,0 2 5M £ 
DTA. 0,5%BSA, 0 .0 2^7tMfc:?- ^ L> -^^A^r 
^t^'O .0 1 M »J >KSSiS?e (ph7 .4 ) ^mi^tc. MM 

X ^ b > 'j 3 - if STOC'-Kmi J: ?f o ifc, ^ 

A:, 

[ 0 0 4 5 ] T^It)^, :^/7AiS*^. -T^Cdfeif €lER>ft 

?ffiO,lml. #«filK^^L^-fe>^>J3ii*?g?aO,lml. -la^ 
ttM"* I -fc i^l»^>*VO,lnl (5 ,000cpm> 

?a*c^neniia8iSi/A:iE^^-?'5 AiiiLiw < 2 0 o@^«5i) 

0- ImU-^^^S^'^Xl gGifiL?g ( 1 0<S#^?i) 0 , 
lmU<$J:0\ 0,14M^fbth'J'5A. 0,0 2^ort> 
ffc^ h -i? A^StrO .0 1 M 'J >^iiSigrig (pH7 ,4 ) 
tuCSJI?C/A:5% (w/v) :^<Ux*L/>J^iJr2->l.6 0 

0 0 0 ,5nil^JfrXTW;l>l^fiU. 4 'C. 2B*|^1SrS^ 
Mfc. (3,0 0 0 rpm, 3 05>fe1. 4'C) 

{7uMt ARC- 1 0 00 ) iCXmmo. 
yViB^thtc. 9lUclS!gf&^>eo,5ml. ^mji^^ 
?ftO , 1 ml. #«Rt?JajH^^fSO , 1 ii»l^?t«Jl/?<:i><?>> 
fe<^:Ci^1gii#JKieo ,6wl, #^^S^1a)^0 , 1 mltPt^mu 

(Bo) . ^mp.tt^:^'^>>h <N) i(./:^c« ^^itft^ 
li. Y^tc (B-N) / (B.-N> Xlicctfiiijji 

[0 04 6] 1 1) i^m\i(cmi 

i^^mcj: \^ hinted ^ ^ t^-'f}Vxfy{t(r>^n\±^ >^ 

r\t. b h i?';!.;^^ >. b \ i/>li^:D> 
(1-16). tV i^)li:}^"yU^zf^'< V iOLP- 

1 (7-36) -NHJ. bh:5^*;-tr>^>{63- 

[0 04 7] 
[•$2] 
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(7) 4$^3¥a- 1 6 379 9 

11 1? 

^ '/ 9 gggica iH) 

t h^^MirVf-V 100* 

bh/;u/?=^> 25.7 
(^if*)izy7'y (S3-61) ) 

t fGLP-1 C7-36) -NH. 0 

fc h^^/^3^:^> (1-18) 0 

(>rf;i'>?^> (3 3-50) ) 
t yir\)-^>-i^y (6 3-6 9] 0 



1 0 0 4 a ] U±o>^M^<^: u-t}imt 3 D 5 

(00491 C«te«2) 

^UjnftGC- 1 55A:ii3D5Aa>I gO^iii^SOn^w 
U>B(ig®>ft <pH7 ,0) {£:mv^'C^->/^•^?g^bA:0 1 

4- ce<:-aBjcgurKi$:^:/U'- hi<:@tiffco/c. PB 
S ( 0 , 0 1 M U >fmm^. pn7 ,4 . 0 , 1 5 MSfb 

'C^:i;JU^3lEi^t?^l/?<:{^. ^.^*^C4(S^ 

•Wi: 3 0 0 /i MIL. 3 7 'Ctc:2S*fe1feSt/^C'7'D 1 
^y?:?^'?;^^ 30 
[0 05 0] 2) iAi^^T^t^^f^Xt- 
fc h 'J > ^ >(0 N ^^SSP-SS-SrSgia-r ^ ^ o :f 
,'Hn(*GN4 - 1 ! i^O^^ii^SOiiftl ^^^^mt V • j ^ 

<J>\::t'f'>\\xmtmihtCo mU\jtct:t^l*{Wii^^ 40 

*D^4X:f'<S??UA:o 
(0 05 1 ] 3) S'J^ 

^3I5i.fl0iSt//c^%, 0,1% BSA^^t^PBSr-fS 
h y U -b> ^ >S«°e^ 6 0 no/mliO^ 6 0 ,0 2 no/m 

15 r-ffiPSSiR 0 r s * cc 5 o w lo^-ii x.-^^vz 

m^f^S^l'tc, PSc^TBSX*J:<Sfe^UA:?l. BSA^ 
;*t?PBSr'l ,2 0 0<Scc#JKLA:fc:**^>|fctii*^ 

5- ^f * .'Utc 5 0 Pi ^<C't^rsS•C SBfffelSJt^-t* A:« 50 



ceo ,0 5^Twe e a 2 0 ^^t?P B S^C:^!--- h ^ 
J:<i^?^l/A:{S. 0 .l%Tween2 0^St^PBS 
r'4 ,0 0 Ofitc^iPiUfeJ^ h Tt't'> • 

0 , 1 Md?x>@ • *S1k:^ U ':?i.ifgg?iS? <pH4 .5 > CC 
liiici/rolCC>?^g^c:>g^'U- S$^0 ,0 1 2%tUhX^ 

0 .0 5%Tw e e rt 2 0 ^^t^PB Sr-.^: <?*5^U?i: 

1 0 0 iniJDx,. :^S'Ci^a^'it]^Co ^ 
[0 05 2] immz) 

1 RMA?StCcr:^a'J^ 

mm 1 ^cu^(rMmc. c^: D ?i ^n/c b r ^ u -fe > > 
<^>C ISiST >\.\Ki^ 3 D 5 A <^> 

i gG<Jli*5 OniM»J >Kg©?l5pN7 ,0^fflC^T:^> 
''^5^S^A:0 1 Oil tr/mlcC'?^J[ttcT'So 9 67\'/u- 

h (^^i'tlsi!) <7>^'5*^^^/^cOC<J!:'?g?a^2 0 0ii 

t:'4lScc#«;io^-c^D ;'^x-A (:A:a-*iJ^«:&!> ^ 
S-'^ i.'l'^S 0 0 MtL. 3 7 •CCC2B#figag(./r:^ 

[0 05 31 2) tai*C03-nb 

-;^4B5^^Ai&^i,^rJ5l.H'» JienAii trG^ii^ 
6 OiKMO h »J •!> A*®?SpH7 .3 CC«br¥i»ik 

8 0 ii tr/O . 1 mKDi^JtirillllSi/A:. C(OlSi*?§ 
>ft<CNa 1) 4/Lcl ( 1 4 .4MBq) . *?Qyiyl 
{ \ mq/nil) 5 ll^^^m^TM^'^^V 1 O^rSSfS^tf 

5rc4^7v*. rAr?;Ubr>^ ( 1 OrrKi/tnl) 
1 0 % 3 ft.:;^? ij A 5 u l^rUfiA, C i tc J: 0 
?f->rCo fSSv*. SfS?Si&0,5%BSA^SCf0.1M 
h (pH8 ,5 > T'^Wfbl/'cSephadex' G 

-25 (^T^l-^i^ritSJj) (0 ,8X2 5cm> tcil 

L/C. lSi***StSa>Na C'M ) iSfSUfco SSSS 
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[0054] 3)-9J^ 

ftt h y -i^/M. 0 ,0 Z%7i>it^ Y y -i^ A^^Cf 5 Om 

«r S * ,'U oc 2 0 0 a V^tlX 4 *Cr' 8 H#P^ W±Sti5 U 

{pH5 ,0 ) r 1 0 0 ,0 0 Ociot/0 .Zfi^MC^9lbfcU 
* /l-tc: 2 0 0 fx 1 Anr 4 'CC 1 6 flSfelU 



(S) «$^3¥S- 1 83799 

iifi^li ! 0 ff - ! 0 ff:5^^^-''l'±i<::4ac*r. 5 --6 4 
ii5r*ic^>-7/c. «SACc:•lai3i*<^)b 

[ 0 0 5 5 ] 4 ) mmim 



[^3J 











t h/iJ-l?>f^V(l>SI> 


fi 


(«) 


iH) 


10 


3 


3.5 


4.8 


40 


3 


4.5 


4.7 


160 


3 


3.2 


3.0 
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